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sattit^a fv-ldp-ae &&m& 

'\kfc&ftmv&0$£&ifi^M&fc%-fa%%l , &&&&&& 
Fv-LDP-AE, AtHM***. aL^-f«4MWit**b^JflJfc. 

£ IV MMP-2 MMP-9 TlW* IV SJ8US#-6Mfe*MMI' 

j*Mtet&. ^JtLtyPfrfpzLffiiit mmp-2/mmp-9 +4fc 3Gii **-£*NH F 

#Xsi^^4Ufc*4WMt*4MI^»*«fe^», Elicit 

i$$£'l£# << flMr' , i$#b^s&** (Lidamycin, »*T^#LDM, 
C-1027 ^ C1027 ) &MAB$4M^i&4fr iOHt^AIM^ & 
~%^&&%M(Streptiomycesglobisporus> W*MMM* Mj : CGMCC 

No. 0135) ;*±tt*M***t£*, iUt4^utit**)H-JM r #*»Jlfc*-» 
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<MMJMl 26*^*^^^^:, ^#4£-H£l,#><JJf^ Bel-7402 
***** Hce-8693 ♦*#A.4M>*W r **>*****( t W*ti* 
1994, 19<2>: 164-168). 

LDM ¥ifr* *ffJF4*LA: &—%t$~*k&#)tf]2L&® 
(chromophore), *#*»Jfc#4M, WW; *^(r 110 >HUUfc 
HUULA^4IM^ (LDP), J*lt&HttW4M&*M^fM. LDM 

^ ^ , active enediyne , AE) ?f» & ^ i£ & S ( inactivated 
chromophore). *f AE {fi%r~tktkfa%L^%-,#J 1 'M*h£/L-^ 
*p AE j&^^Ti^^^^^#4fc^^^W^^^ 
j£&@|o « AB*IJ>Mit#flf^***4t^, ******** 

% LDM ***»A«^4.*r^«»t- jfeftttifc LDM + ^ 

AE 6ti^"S"^^J: 0 

;MLW***W***Jik£*ii Fv-LDP 4$&*ftJL, j^*4fcHW/St 

^j^&s^*, ^jMr*a**^*M*-==-**.fcH (ae) 

ifcff-^»4fe. Fv-LDP- AE, #^^lt^^^^- 



- 2 - 



WO 2005/007701 PCT/CN2004/000842 



fo&J$&M,&& ifr MMP-2/MMP-9 #j#-£ti?L#> scFv ( 3G11 X ^7^. 
3W&L3r6 IJ>P^-=y|riLWI^*4tJlfc«ISI*. ( GGGGS ) U%J$L 
^fbtamktolt&JL (His 6 -tag) 1&&ifij&& ; §:& Fv-LDP M*Jj 

W AE ( ^#37 843 kDa ) feA. 
1. Fv-LDP 

A^ti,;ML9l/^*Mk£*S'& Fv-LDP #3&>*%.i-©4Hfc. 1119 bp 
OSEQIDNO: l//f^)» <M%372^4UlJM*»SEQIDNO:2 
/9pF)> ^f*^ 38.7 kDa„ 

^^^^^^i^J4-TM^ilfe^^r^ LDM-Fv(^#*#. 
2000, 35<7>: 488-491), J^4^W/tf*fc#4WMMa«i. 
J&*MU**N . scFv ( 3G11 ) *4t-f* fc* 

W^MJ%M 92 kDa 3*72 kDa) ¥}&$L$iQjfcdfc3T>6, *n£& 

$Mm&§r& LDM-Fv'( J$$$& 2000, 35<7>: 488-491) 
Sf-jLttiMt scFv-M97 * IV ( 92 kDa ) 

**»Jfc*C2H5. -=-#*$ sdE^*.H*^»rty|t*.«,WJ»'lt* 91%, 
;Wt«Wfc scFv (3G11) *$**MkB£~fc 741 bp, ^ scFv-M97 
4M£.BMfc.H^& 732 bp; ;M.flWMMMM* scFv 

( 3G11 ) M scFv-M97 tt4ft**##l*. VH feti CDR2 E# 2 *t8l 

VHfeti CDR3 6 &T*&W&MUMW*J^tf A*. 

H » B**£.91 W*. scFv ( 3G11 ) Wfc/ltftf* 
2#-^#'!±-hi7 scFv-M97 4^W^rW"jBLjLiW. 

scFv (3G11) 3G11 *#J&*ifc^ 

MMP-2/9 £ti§5 <Hj lUt Western-blotting 4Mf 

iJ&JL, *!H£*J|t*f-#jly»«»lfc*3D6^#4t3Gll*. 

^^A.4Wjttt*+ASUt*.*** (**» * 
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IV *JM^*t«*#*|l5^*^^4W*^«*flf*. 2002 
&®J*?ife%^*.4rtb3L& 2002: 202), ###AJij>$& 

*/JHF**E**K« + «*jfc*JL«.. 2003, 22 ( 12): 

1243-1248]. rftfJL, scFv (3G11) Jt4K49Jfc4MMr*4MP» 

& 3G11 1fiJL**&*& ( > f&*K&. *IVfiJlk*iMM*4** 
^^a^L^jatjt^il&^^^J^^. 2001, 20: 801-805). 

&2L*n$rfo&tfli&&&& Fv-LDP £#4**^*- scFv (3G11 ) 
J*;&i4.**4t.*.*6 LDP 4Li*)#>^ — *«t£<&Jfcffi| MA 
(GGGGS), ^scFv^LDP^^J^#j£^#^» 

2. «-M#-=.*W.fcffl AE 

£i^P LDM 6^^-^*^ 11349.1120 Da. 1 $£A^6 LDP ffifr 
10505.7830 Da, J&&8^*;# 843.3295 Da. LDM 

(2R, 7S, 9R, 10R>7-JLA-7,8-(2*-iL-6*-^ & -1*,4*- J£ 
A)-10-(4'-^#L-4'— ¥#A-5%5'~¥A-*fc^#A)-4,8-^,&-5- 
IL^-1,11,13-^^-15,18-— ^-X^[7,73,0 1044 ]-2-H-yL>^^ -2»,3»- 
J=.&-7»- f #L&-2"-JE. f ^-3"-^-r%4"-^S#-5"-^^it . 

(2R,7S,9R,10R)-7-Amino-7,8-(2*-chloro-6*-hydroxy-l*,4*-pheii 
ylene)-10-(4 , -deoxy-4'-dimethylamino-5',5'-dimethyl-ribopyranosid 
o)-4,8-dioxa-5-oxo-l,ll,13-trien-15,18-diyn-tricyclo[7,7^,0 ,M4 ]-2-iio 
ndecanyl - 2",3"-dihydro-7"- methoxy- 

2"-methylene-3"- oxo- l",4"-benzoxazine-5"-carboxylate 
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C 43 H42 0 13 N 3 CI 




— «#^^i**#*^'l»^*^*^ < **^* , » LDM 

#t 2001, 23<6>: 563-567). 

^J^l^X— >5T^, *3La4fc*tMr^ Fv-LDP-AE 
*JLW**#f*ll****^*<I Fv-LDP tt&flh-h, 

iBAfcH^**. ^JWr*«*«**4**#— (AE) 

#<#i$f^#t^-f-TSj i^.ttflfeME-^ *J/8 # MMP-2/9 4M&*1#* scFv 
(3G11) tttfr<HHHfc. #**t**^Jfc#*JtfcH (AE) Jfcfc-flfc 



WO 2005/007701 



PCT/CN2004/000842 



AE 

srFv + TDP ► Fv-LDP ^ ► Fv-LDP-AE 

scFv + LDP D>JA Mft# 4Hf 3SHIS ft* 

ttWt^ LDM ^HW4h^r*#-Ji* 2000 Jp- 8 ^ 10 0 ft + 
W**MMML#f- 2003 -f- 10 ^4ttL«0 + W**J (**Jt**: 
00121527.2 ) 0 — *UML, JUtti*. AE 0 t 

LDM +J£rtt&&ffitt. iMMUfl HPLC LDM 
AE &2L&m&±Mlffrlb4lL, # AE 

: # Fv-LDP/0.01 M PBS (pH 7.0)-^ AE f !MtfU*6*¥- Hs 1 : 
5, 4Mt* 1: 50 £*JU& 12 h, 

Fv-LDP-AE. 

;ML»»AJt*Mfc**. SWUM***! AE ft 
♦ *.*.**^t#»*«k^*^«***t. + . AE 

▼^HHlL*.f - 80%^ ##J4&&tf#Jfl AE W^b 

90%# LDM «Mf**f-»fe. 
+ , *** LDM + # AE ^^b4iL^T& 90.63%. 

W^**^*^** LDM *t AE Pfr&Mm% 

60%, ^jftft#^jt»^JH'*^^JiM^^*t^/ fc *. -fMKfci* 

#A**J*ti&&^il*'d-§r6 LDM-Fv «^*BJME'^ , 14» * IC 50 ^l^ 
9.5xlO" 15 M, HSiMLW/tf**^**-**** Fv-LDP-AE 4* IC 50 4* 
( 1.65xl0 16 M ) ft 58 te; #*^#JM**te* +«UMJA.*I*^ 
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Fv-LDP-AE 

1: scFv LDP &@ ft PCR ^fk*te)tlWl#.ttlMi* 
1*1 -toiNHt. # + : 1- DNA 2- scFv ft PCR j*^; 3- LDP 

ftPCRj*^; 4- ^M-^pGEM-T-scFv/Ndel + EcoRI; 5- $M 
/ft**. pGEM-T-LDP/EcoR I + Xho I. 

9 2: #Hfcfl# CAMS/FLDFP + JrftuMMH* pEFL #FM'M£ 
fl-WNHf. *+: l-DNA^M-*#*; 2- A$l pET-30a (+); 3- * 

pEFL; 4- pET-30a (+)/Nde I + EcoR I; 5- pEFL/Nde I + EcoR 
I; 6- pET-30a (+) /EcoR I + Xho I; 7- pEFL/EcoR I + Xho I; 8- 
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pET-30a(+)/NdeI + XhoI; 9- pEFL/Nde I + Xho I 
m 3: m&&& Fv-LDP jjUfc/**** SDS-PAGE 

1- Jr6 2- BL21 ( DE3 ) star™ / pET-30a (+) IPTG # 
■9--HT^*4r^ ; 3- BL21 ( DE3 ) star™ /pET-30a (+) EPTG 

4r & ; 4- CAMS/FLDFP ^ IPTG #-Mr4^*-& ; 

5- 4MbV# CAMS/FLDFP ^ IPTG it^-^^ttM J 6- #4fc*# 
CAMS/FLDFP ^ IPTG # f£ Ji * ; 7- 
CAMS/FLDFP ^ IPTG 1fr^^##.fe»#ifc$£. 

©4: Fv-LDP ift Western-blot -g-i*: A: Jc* 

— 1- BL21 ( DE3 ) star™ / pET-30a(+)IPTG ifr-V-lte* ; 

2- BL21 (DE3) star™ /pET-30a(+)IPTG ; 3- # 

CAMS/FLDFP ^ IPTG #-^it^@<$-6; 4- #4&f£#- 
CAMS/FLDFP ^ IPTG 5- 
CAMS/FLDFP ^ IPTG #-f^ 6- 
CAMS/FLDFP ^ IPTG #-^># It . 

m 5: Fv-LDP lft*,MMvMf*Wfc** SDS-PAGE ^ 

: 1- -Sr^^***; 2, 3- *Ml*^A####A; 4- 
^41^>&^^^#>&^; 5- iSt 20mM ^^m&MrffafcfeJeWL 
6-10- « 1M ^^tMM^^UM^4^Vk 1 h ^^SlJ^* 

© 6: »>ffc»^§r^ Fv-LDP-AE#^$£M&. 
PD-10; ft^r*!: PBS, pH 7.0; <f 1- *Mfc**»4b*fc'ME-6 
Fv-LDP-AE; ^2- ^Li^^^itjr^l AE. 

© 7: ELISA fr$rl&&$r& Fv-LDP ^ IV ^W^®***^ I*) It 
!»<WjJfc^jfc*iLft'tt. A IV ■ HT-29 £wJ&; ♦ 

HT-1080 
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#t: A: Fv-LDP + ^A,3WB.4b* 

&; B: W4t*j"J*. «* PBS Fv-LDP 200 
©t#^20^m o 

S 9: I*^3r6 Fv-LDP *fr HT-1080 £wJ&# IV 
*f. * + : 1-PBS; 2-&*#.lftIPTG#-»-^/St4M^**^; 3-^# 
JMt 3G11 ( 6 /*M ); 4- il*^r#» Fv-LDP ( 30 fiM ) 

© 10: &fa8k&&& Fv-LDP-AE *t bFGF jftiltAJfeJMtAUt. 

B: til bFGF ##'J$tfcfc, PBS ; C: bFGF 

JfrMiMlr. ldm (o.ljig/*M£) *t3ft#**3*Jfe*:jMU«.* ; D: ^ 

bFGF JfrjMiMfr. Fv-LDP-AE ( 0.4jig/5^Ji£ ) *fcJS^ti*fc&JMtJ0l 

© 11: Fv-LDP-AE ^tltit^J^ HT-29 ffi&ffift 

,\^ 9 + Fv-LDP-AE; ■ LDM 

m 12: Fv-LDP-AE *t'M/fM*f $ H22 

*P*MM. * + : ♦ A Fv-LDP la; ■ LDM la; A 

Fv-LDP-AE3.2 la; O Fv-LDP-AE 1.6 la; □ Fv-LBP-AE0.8 |JL„ 

m 13: ^i&^ttf HPLC ©#^f. *t : ^#M&: Delta-PAK 
C4 5|*m,300A150x3.9mmLD.; fa-ftfa: &flf70.025% -S-ftSt 
& (20%: 80%) =23: 77, 0.6 ml/min, #-$$>&-£.: 350 nm 

©14: AE^MHMfr. *t: 

$>]*WH: QuattroLC ^^*l^f>ti#^; »t# * 
^ MICROMASS^*) ); #t?p*-f 50 %ZjJif , $ML# 0.5mg/ml, 
ift^^jL*^^***-*^**^**^*. AE jL*fr m/z # 
844.4(M+1); it&H**Hfc/ t 4WHW m/z # 846.4 (M+l); 
4*** m/z # 848 ( M+l ); 
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ft. 

1 ;#&#-t-4f LDP/^, MMP-2/9 scFv 

(33G11) ttftk^&Btt&lfr 

pCANscFv pPIC-9kFvl027 pIJ1027GRGDS ^ 

£8 Promega^/^, ^;*f tfj^ft co/iDH5a 

pcr 3) ft &m 

( TaKaRa 4S^J ) # $H#>(&,& , 

scFv5'^?l^ (PHI, SEQ ID NO: 3): 

5' C GCATATG CAGGTGAAGCTGCAGCAGTCT 3' 

Ndel V H 
scFv3'^fl# (PL2, SEQ ID NO: 4): 

5'CGGAATTC TGAACCGCCTCCACC ACGTTTGATTTCCAG 3' 
EcoRI i*lf%&. V L 

LDP5'^?|i^ (PLD1, SEQ ID NO: 5): 

5' C GGAATTC GCGCCCGCCTTCTCCGTCAGTCCC 3* 
EcoRI LDP 

LDP 3's^ II (PLD2, SEQ ID NO: 6): 

5> CCGCTCGAG TCAGCCGAAGGTCAGAGCCACGTG 3' 
Xho I LDP 

W§lWfc%L pCANscFv £k pKFvl027 #^#o PHI % 5'5l <¥o, 

pl2 % 3' 51 *&awt pcr r Jf , ^# C *4MT— J&W 

4&4frfr scFv 13 Ht«*«Mt*t pIJ1027GRGDS ##fc> 

PLD1 # 5'?l#, PLD2 ^ 3'$14&2bfT PCR 4T*f> 3£# LDP 

PCRiU£^i£;# JWlCtf «*2^. j&jMW25*frPC»#*f : 
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94T2&4*. 1 55°C(scFv &® 58^ (LDP £.& #4f *#) 

it*. 1 72TCJ£# 1 -Mttft**. 72TMWL 10 

*W PCR /^'JJfl DNA /t4^*M&W*Ufc*l it (BioDev 
mt&yue, #.Promage^^J^r^#^^ Promage 
^3tipGEM-T4MMH&. *Hfc*J§Mftf DH5«, Wi^lfclrflLT* 
>fc pGEM-T-Fv pGEM-T-LDP it^Ha**. ( © 1 ), ^#J#Jl 

*Mr**J«MLt scFv (3G11)J^4H^ 741 bp, 4M 
247 'HUM.. LDP^£14H^342 bp, 114 +MJULf 

RttjMMknnijuM 15 b P , m^ks^Mjut, *»&**M$*ajfe 

HL*XAJLtilM # 18 bp, 4M 6 ^JUUfci**Jf Jt»*-f" 3 bp, 
1119 bp* **&372>HUML 

£4fcM 2. Sfe^Sr^l •■Ma*i**& pEFL ##j$t; 
*JiL93aW ffiXMtf ^&&J$i& pET30a ( + ) ( Invitrogen ^3 
) #*fcL**flfe*# pGEM-T-Fv M Nde I 

EcoR L pGEM-T-LDP ^ EcoR I Xho I iJMfXU* 

&HrJ-^ Nde I 3* Xho I XfcS$^#*Jk$,#. pET30a ( + ) ft , 
A.4ST±.* BL21(DE3) star™ (Invitrogen ^ W 

A/tl£(@2) 0 >ft^^*T7*«^l*riWtWf. i***^ 
&® Fv-LDP *flJWUW$**J*^— **.W-fWI W*JMt*t 
pET-30a ( + ), &$?%*Jk$L&ih 3»*»k^#— *IMMaJMt*«. 
>fc,€ ( His 6 -Tag ) #Jfe.B**J. «WMU&#. Htoff-TBg«.-f»fcME' 
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$ft*) 3. &&&& Fv-LDP &*J&tr% BL21 ( DE3 ) star™ 

LB ^*LUfcfUiifc#4fc^«#«-^# 50 jig/ml -MP 
LB 37°C $L^i±#.; *EI4£ 1 : 50 37T!4MI*#- 

J. OD 6oo^ 0.9, ft&JMfr 0.8 mmol/L 

>f^-/5-D-+IUt^(IPTG), 4-6 *Bt, ^lml*HML, 12000 

rpm A •» 1 4HMfc*«*. *JL*fr. »4MUfe*** 300 ul PBS + , 
^4fc*Mt4tJ&. 12000 rpm&*^ 10 £Ht, ^#JiMUl*. 

300 fil PBS +; 12% SDS-PAGE fcii^MfrJh**^ **4U& 
Ifc^f (S3). «lUf 

* ft«^*f JL** , * *fc4HHfr*4U&fc4**$ **4U&* 
£*Hfc^**Mfc** 30%« Jl, *if ft&* **Mlk^*^ 

#+--#*#*^4Ufcilfc^** Fv-LDP t& pEFL 
^ CAMS/FLDFP, ~f 2003 + 6 ft 24 9 at^WM^b*** + © «E-*& 

W#flUfc*«*Jl4HHi*i*r+^'PNt, fMMM-. cgmccno. 

0960. 

8* Western Blot 4MMHfr» 12% SDS-PAGE Bio-Rad 
^###+^#^"f-^#> fc#HNHMr. 'ta%>ilt.0.65mA/cm 2 , Bt 
1*)^ 1.5-2 <M*t. PVDF Jft^J§-^*#«*#IW 

— ft F9 JMfc**fc His-Tag JHWt > «* HRP -fftf, IgG ft 

4M?J=ft, *ft*fc4Hff. #Hfc*#- CAMS/FLDFP A*MU&T 
Fv-LDP ( m 4 )o 

4. Fv-LDP 
iM His -Bind (Novagen^/^) -f 
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T#fcfl*6##. fcWtStt***^. St 3#>^6 M **** lx 
^^^.^^-(20 mM Tris-HCI, 0.5 M NaCl, 5 mM , pH 7.9) 

tf* lOti^tt^JMt lx^^^^OmMTHs-HCl, 0.5 M NaCl, 5 
mM 6M pH7.9), 6>fM^iMf lx&jMlJtftpO mM 

Tris-HCI, 0.5 M NaCl, 60 mM *%.»Jt, 6M pH 7.9)&>jfb^t/r 

*U£iS* 6 6M lxi&Ufo^.H*>k ( 20 mM TWs-HCl, 
0.5 M NaCl, 1M 6M JM"» pH7.9) a£#35U&, i&^SfcJfc 

ia^£^&4fc,£#.s*^6 fy-ldp ( ® 5). 

*i«^fit4t*.*t. flE-^**^*.^**!!^*. I (20 mM 
Tris-HCI, 0.5 M NaCl, 3M v^vf , 5 mM EDTA, pH8.0), MJ&M. 
^t>&n(20mM Tris-HCI, 0.5 M NaCl, lM^i, 5 mM EDTA, 
0.2 mM GSSG, 2 mM GSH, 0.4 M L-Arg, pH SJS)fr3L&mti&. 
HI(20mM Tris-HCI, 0.5 M NaCl, 5 mM EDTA, pH 8.0)^#Ja*bfr 
12-24 h it:*f, PBS ( pH 7.4) 24 h, M&.&%** f % 

Cenrtiplus-YM & Ultrafree-MC ^ 12, OOOg &'^$Mt, ^ PD-10 
( Sephadex G25 #Jb£) Jfcft* *-*-f«. ^-80 o C^Mf^o 

1. *3&%-%¥)M& 

ftX&^fSL^ ( CGMCC NO. 0135 ) 4^ff 0.7 ml it 

28°C, 7-10*, 4L#iMfc.6 fe^Mii, 

100 ml/500 ml =-&#y£#- ( Jt###JtA4Mr : 3fc*l%. -MUfc 
0.5%, iMfcO.5%, U^i#0.5%, MgSO 4 0.02%, KIO.06%, 
^1.5%, CaCO 3 0.4%, || pH7.0, 15 28°C, 

- 13 - 



WO 2005/007701 



PCT/CN2004/000842 



$Ufe]&fiJ&fr 48 h, £#*t 5%f" 1000 ml/5000 ml AJfc+ 
*HS ##WjMWMW#. 28°C, ^al#^#18h, Ji200L 
£.#41, ^#^100L, 4fc#Ht2%. *r0.a3%&4Ufrtt*Mll» *HBL 
0.04, 28°C, 3ft#400#/^, ^Ufcl/l, pH 6.5-7.0, £j$ 96 hi # 
JMU#*10L, *^3pUi*. ^HCl^^.pH4.0, 
M NHU ) 2 S0 4 4.5 Kg -f 8T!«Wt 3 h,*f A 4TC , 

8000 #/^, 15min), f^WfttiOfafa 200 ml aHcJMf. # 
A^ISHr^iflPMr> JiililWftJSyMML*^**, 0.001 M 4MH^ 

( pH 6.8 ) ftjfc, *4t#^**-f-j*, 4f*L#J,&1500mg. 4UJ« 
*-f#., ft Sephadex G-75 JMMfr. St4t*^**-f"*Wi #K 145 
mg Jtfth* ft S£*fe# ^ 6 &*^*jWHW * - 

^ LDM *64|<4MBfe. *.fcBHW"f**. 
^ ft 7.4 % o & -f AE A LDM £#4M1 4$ 

AE ftjfrfe, Hib-*i.i£*;t AE ££&E&*t# 

iM HPLC Xfr LDM a£#^#*T^$>]# AE 

#dkJi*fc*MM* LDM HPLC SfcSM* ( 

23 : 77 ), * FPLC 4fc&Jr& £i##Jift Waters «l«f C4 -Mi 
4h£^ft. JfcJfctfUfr *.<23 : 77). A4fri|fc4MMfc*. /8 HPLC 
C4 ^4MMiMUfltt^*EL4% 

4HL&^ ( B 13 ), *JL«W A.#J£-tf LDM, #AE&L^£ 
LDM £& © 90.63%. LDM *| A4J^ LDM 

*Mfr*4iMW#*. #AEft<£*&LDM#*J#, #i£LDM#]iSr# 
■f, X-f-80TCJjt.«flt#, gtUffl -f 5S4bl*^r^ Fv-LDP-AE 
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ft Quattro LC * m^^Jtft^MM^M^fJtfH^ 
( @ 14 ), AE 43.fr JL*M mix % 844.4 (M+l), 

£-^:fr;# 843 kDa; *aH*ffc;*<ft*$^*J& 845 kDa. 

fc-f AE ^^«^> ^ 1 h ^JL-f^M 5 ^, ® 

$4fc*l 6. »4fc*fcME-6 Fv-LDP-AE tf*!**^* 
Wajii&^it AE LDM *HW*-f** 10 mg, M 

5 ml * f flHM* 5 min, -20°C^tJ. lh, + flIJMft 1 * 0°C, 12000 
r/min 15 20 min, Ji*t'gUF4 k AE, «CI«M&#*Mfc. 2*.. 

$Mt*$ Fv-LDP ^f" 0.01 mol/L JftftltM'*. (pH 7.0) + , ^ 5 

■f- J:^ AE <f S|>£>& ( Fv-LDP «Mt*Jl**4WM*lfc# 1: 50 ), 

ft*4M*. *autx 12 *mh-, ^>#, #*6^fcist pd-io a ( WiMfc 

# Sephadex G-25 *£, Pharmacia ^ A *M&if&» Ift A280 

nm *^JUHJ£#*£*4UUfctt AE, %L$t&W*&&&& Fv-LDP-AE 
tafr, 4H£4flfc**» **"T*. Fv-LDP-AE ^-sox:^ 

-iHMJ. (9 6). 

7. Fv-LDP 
$ ft« EIJSA4MJ. « 10 ng/ml # IV SU&ff flt( 0.05 M, 
pH 7.4 # PBS + )100 jliI/^L^j&Sl 96 *L3fc##L, JL 4°Cit^L^^^.^; 
ft 10 4 AJl#^Jt#HT-1080 InJIfejK. HT-29 IWjWMfi 1 - 96#41t 37°C 

ft 100 nl 10 % BLM*MHMT*tfll . 100 nl * n 
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Fv-LDP -f 37°C$#f 1 h, l$L#»<* 100 \A 1 jag/ml LDM 
F9 #3* HPR 411, IgG ttfli^JiJ^E. 37r^f 1 h, * 

W*&« PBS Sfc 3-4 JL£«HML*»A> 100 nl OPD j&ftJLftiiMbff 
.&&>£j£, H#^L*J^. 490 nm ftr&JtM* *»^*^J 4 

tW&W4Hfttt£*64 IV fijft&flk HT-29 iff HT-1080 JB«frt£» 

8. Fv-LDP ^ 

iMifc*ia4b**!^ ( Barter <M! ) 
-*9UL*4fc (SABC) &&>$r&, 3*AijEf > ili+jfeJHJ-««., £«. 

Fv-LDP, MUMT; 4HML3il*»3l*##^ F9 t^i**^ 
-f*fc*.IgG*Wt. Jb£*;frSABCiWN. i«DAB*WMJttfcS«L&. 
**t*^**JLX*. Jfc*ifc«!WW . (B9 8). 

£#^^t5t , Fv-LDP A#JiM&JlM^& + MMP-2/MMP-9 

gafc-fc) 9. *k^£-& Fv-LDP fttiJMMRJfc&fe IV fil*JK*«$ 

$«tf-#:£-M§#AJf ^^Jjt HT-1080 lwJ8&, 4£ lxl0 5 /mI/^L^Pi^ 
24 4U£#&, 37°C, 5% CQ2&#24h; 200^1 it 

jM^JJ&^-JUfrJMU RPMI 1640, Roswell Park Memorial Institute 
1640), lMMfc#-2 h>£, ^p>^100 nl Fv-LDP -f 37°C 

Iff 24h>#, 4UFlg#ft.. 500g 5min, JpL*V**»JlfcjL*iS«l* 
*Wr6Jfc** ( Bradford MtMM. •Mfl#**lJUUljJt 
i«*^#WU:5|iMf#*«fckPAGE%*.. 

— 16 — 
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&^&M$CK 100 ml 2.5% Triton X-100 >£>&t i$&> 30 min, 
— £4*:MUfc2*., ^^100ml^IV^J^^>t>^(50mM 
Tris-HCl, pH7.5, 200 mM NaCl, 10 mM CaCl 2 , 1 \jM ZnCl 2 ), 37*C $ft 
fl6h; #^^R250^^^^^^B^^JC^#-^ o 

&%dkty , &&&& Fv-LDP ffl JLJfeJMtiJtM Mfc HT-1080 

iv ( m 9 ). 

10. &&&&&& Fv-LDP-AE ftWj&L&dL&ftft 

*A*JtaW**L**4lJi. 37 ° c ' 60% »*J*i***t*ir 7 
;u£*tt-&l«*h£, #4|-jNaA*. #2mi£^^^i:rtix$L 

— ^2x2cm 2 <h1f, ^JMi£aJJ&^#*f, 37^, 60% SUL 

tf'l^t: t IMF 24 ho JJMT 10 li\ 

fa^-K.®^ ( bFGF ) *;fe-f^K*>M***#JR**ifc + • W 

^WJML^db»**« 6^HW*^«4fc#'Mr^ Fv-LDP-AE, 

JtJL^**»aj»*«i£i*. #W> M^-f 37°C, 5% CQz 

H Wf 48 h JjfrJWF, Fv-LDP-AE ffclfl bFGF 

^^•J 11. m^^^ti Fv-LDP-AE tfJfritlHJIfetf **Wfc# 

Jfl jLBW A*«HJt. ^lfc£-MJ# HT-29 96 
50 >^&JJ& /0.2 ml, *g-#^24h. 10 
JLi£3>HNT3U 50 (il, 37°Cx§Lf 1 h» itjkyfr PRMI 1640 
^M&*fc2*, iaA.*t<f*#i*., mm&fr7^> #7*.-HfcT*#. 
£gjffe|l:&. *#JbM8> 4p£*M 6 IWJ*^ Fv-LDP-AE tt*)-J!t5#a«i 
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j&fr&&tf]&®«Fm, +autisHiMWsMt ic 50 # i.65xio i6 m ( m 
11 ), 

12. Fv-LDP-AE #3ir4fr#clk&tf3r# 

18-22 g^&$'MU0*, P£#^;#6lR, fMlOX. 
$0^, JM*lUlf# H22 tt&J£&3MMM.*»Jfe4t;{r 
1.5xl0 6 /ml, & 0.2 ml/J^«#-f *«'MU*«AT. 'J^lTM 
H22 *h§ 24 h , ^i&'J -f 1 10 *J^£l3£&#..Fv-LDP, 

LDM i*;aL2>HM**$ Fv-LDP-AE, 4»#JftMttttt 2 £ 
4frAN4MiUMLM r *&K tit^*. V ( cm 3 ) =l/2ab 2 (a: *ht 

21 5U*JML99 > 6 J§t##^4*H»4fc*W* 

6 Fv-LDP-AE #^#JMMW3&» f 0.8, 1.6, 3.2 mg/kg * 



Fv-LDP-AE *t'M 




m H22 #]>L J £L$rfflftm 






MS: 












(mg/kg) £ 


SM^/^M 


(8) 


x±SD 


(%) 






10/10 


22 


14.6+4.3 




LDM 


0.05 


10/10 


19.5 


4.3±2.6 


70.3* 


Fv-LDP 


2.4 


10/10 


15.7 


11.9±5.8 


18.7 


Fv-LDP-AE 


3.2 


10/10 


4.5 


0.6±0.3 


95.9* A 


Fv-LDP-AE 


1.6 


10/10 


8.7 


1.8±1.2 


87.8* A 


Fv-LDP-AE 


0.8 


10/10 


9.7 


2.1+1.1 


85.7* A 



* Jfrg^tfJlMMsHi. P<0M , A ^ LDM^BJfc, P<0.05 . 
4Ut?l#it-fc&^ ( S 12 ) TJ&> Fv-LDP-AE 3.2 mg/kg m± 
Bfrtf*bfc*A#» 14, 17, 21 *W t ^*J* 92.2%, 95.2%, 
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- 19 - 



WO 2005/007701 



PCT/CN2004/000842 



& m m & 

1. —^m^m^^ fv-ldp-ae , ^-#^t-f^^^ iv nm. 

^■MMUfcfrscFv* ^&dMMt&£'& LDP, — #^W^*«Wt«I 
l%& GGGGS, *MMfcMt#^J&tiftk£*£-& Fv-LDP i3lJ8U!rifc 
***ttttfc« AE ALA. 

2. ^J**lJ^il^»4b«k^*^Fv-LDP-AE, #4MiE*-f/3f 

Fv-LDP ttJM£.B4'SEQ D> NO: 1 
^^'J^SEQIDNO: 2 /?f tf. 

3. -^a4fc«k^4r^ Fv-LDP-AE *^-W4h**» 

a. Fv-LDP tf$J4h; 

b. H.it*Jl AE ftHtftltt LDM i^aMfe^-*^ Fv-LDP a£#^-^ 

4. jM'J*4*. 3 /3fS£##J4Mr£r, & t# Fv-LDP/0.01 M PBS (pH 
7.0)-^ AE 1: 5, >fM*Ub 1: 50 

12 h, #J'J$5>f^|i^^^ Fv-LDP-AE. 

5. fe*4£-A3 Wfc**<H*3fr*. #t#T&- AE &*b#i# LDM, 
* AE *AfcH****TS'^Hs4lL*i'Jr 80%, ##J4fo&# AE IF^ 

tb^iifr 90%. 

6. jM>MM*. 1 #r*£# «4fc*fcMr 6 Fv-LDP-AE £#J##Ni«J Jt* 

4. A*»*t*t Ift M ^ ft ^ t ^ # . 
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Fig. 9 




Fig. 10 
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Auto-Scaled Chromatogram 




Channel 2487Channel 2 





Name 


Retention 
Tine (nil) 


Height 


Area 


%Area 


1 


1 


5.992 


355 


4047 


1.19 


2 


2 


6.8QS 


mu 


308599 


90.63 


3 


3 


8.335 


1897 


27866 


8.18 



Fig. 13 
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Fig. 14 
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mm 

<no> +m&mi¥Mm&m&*ffi 

<i2o> ^mmm±at»»»mm tta^itesa fv-ldp-ae R&mm 

<130> IEC030032PCT 
<160> 6 

<170> Patentln version 3. 1 

<210> 1 

<211> 1119 

<212> DNA 

<213> artifical 

<400> 1 

atgcaggtga agctgcagca gtctggaact gaagtggtaa agcctggggc ttcagtgaag 60 

ttgtcctgca aggcttctgg ctacatcttc acaagttatg atatagactg ggtgaggcag 120 

acgcctgaac agggacttga gtggattgga tggatttttc ctggagaggg gagtactgaa 180 

tacaatgaga agttcaaggg cagggccaca ctgagtgtag acaagtcctc cagcacagcc 240 

tatatggagc tcactaggct gacatctgag gactctgctg tctatttctg tgctagaggg 300 

gactactata ggcgctactt tgacttgtgg ggccaaggga ccacggtcac cgtctcctca 360 

ggtggaggcg gttcaggcgg aggtggctct ggcggtggcg gatcggacat cgagctcact 420 

cagtctccag cttctttggc tgtgtctcta gggcagaggg ccaccatatc ctgcagagcc 480 

agtgaaagtg ttgatactta tggcgatact tttatgtact ggtaccagca gaaaccagga 540 

cagccaccca aactcctcat ctatcttgca accaacctag gatctggggt ccctgccagg 600 

ttcagtggca gtgggtctag gacaaacttc accctcacca ttgatcctgt ggaggctgat 660 

gatgctgcaa cctattactg tcagcaaaat aatgaggatc cgtacacgtt cggagggggc 720 

accaagctggaaatcaaacg tggtggaggc ggttcaccat gggcgcccgc cttctccgtc 780 
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agtcccgcct cgggtctgag tgacggacag agcgtgtcgg tgtcggtcag cggtgccgcc 840 

gccggcgaga cctactacat cgcccagtgc gctccggtcg gtggccagga cgcgtgcaac 900 

ccggcgaccg cgacgtcctt caccacggac gcgtccggag cggcgtcgtt cagcttcgtc 960 

gtgcgcaagt cgtacacggg ctccacgccc gaaggcacgc cggtcggcag cgtcgactgc 1020 

gccacggccg cctgtaacct cggcgccggc aactccgggc tcgacctcgg ccacgtggct 1080 

ctgaccttcg gcctcgagca ccaccaccac caccactga 1119 



<210> 2 

<211> 372 

<212> PRT 

<213> artifical 

<400> 2 

Met Gin Val Lys Leu Gin Gin Ser Gly Thr Glu Val Val Lys Pro Gly 
15 10 15 



Ala Ser Val Lys Leu Ser Cys Lys Ala Ser Gly Tyr He Phe Thr Ser 
20 25 30 



Tyr Asp He Asp Trp Val Arg Gin Thr Pro Glu Gin Gly Leu Glu Trp 
35 40 45 



He Gly Trp He Phe Pro Gly Glu Gly Ser Thr Glu Tyr Asn Glu Lys 
50 55 60 



Phe Lys Gly Arg Ala Thr Leu Ser Val Asp Lys Ser Ser Ser Thr Ala 
65 70 75 80 



Tyr Met Glu Leu Thr Arg Leu Thr Ser Glu Asp Ser Ala Val Tyr Phe 
85 90 95 
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Cys Ala Arg Gly Asp Tyr Tyr Arg Arg Tyr Phe Asp Leu Trp Gly Gin 
100 105 110 



Gly Thr Thr Val Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 
115 120 125 



Gly Ser Asp He Glu Leu Ser Gly Gly Gly Gly Thr Gin Ser Pro Ala 
130 135 140 



Ser Leu Ala Val Ser Leu Gly Gin Arg Ala Thr He Ser Cys Arg Ala 
145 150 155 160 



Ser Glu Ser Val Asp Thr Tyr Gly Asp Thr Phe Met Tyr Trp Tyr Gin 
165 170 175 



Gin Lys Pro Gly Gin Pro Pro Lys Leu Leu He Tyr Leu Ala Thr Asn 
180 185 190 



Leu Gly Ser Gly Val Pro Ala Gly Phe Ser Gly Ser Gly Ser Arg Thr 
195 200 205 



Asn Phe Thr Leu Thr He Asp Pro Val Glu Ala Asp Asp Ala Ala Thr 
210 215 220 



Tyr Tyr Cys Gin Gin Asn Asn Glu Asp Pro Tyr Thr Phe Gly Gly Gly 
225 230 235 240 



Thr Lys Leu Glu He Lys Arg Gly Gly Gly Gly Ser Glu Phe Ala Pro 
245 250 255 



Ala Phe Ser Val Ser Pro Ala Ser Gly Leu Ser Asp Gly Gin Ser Val 
260 265 270 
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Ser Val Ser Val Ser Gly Ala Ala Ala Gly Glu Thr Tyr Tyr He Ala 
275 280 285 



Gin Cys Ala Pro Val Gly Gly Gin Asp Ala Cys Asn Pro Ala Thr Ala 
290 295 300 



Thr Ser Phe Thr Thr Asp Ala Ser Gly Ala Ala Ser Phe Ser Phe Val 
305 310 315 320 



Val Arg Lys Ser Tyr Thr Gly Ser Thr Pro Glu Gly Thr Pro Val Gly 
325 330 335 



Ser Val Asp Cys Ala Thr Ala Ala Cys Asn Leu Gly Ala Gly Asn Ser 
340 . 345 350 



Gly Leu Asp Leu Gly His Val Ala Leu Thr Phe Gly Leu Glu His His 
355 360 365 



His His His His 
370 



<210> 3 

<211> 29 

<212> DNA 

<213> artifical 

<400> 3 

cgcatatgca ggtgaagctg cagcagtct 29 



<210> 4 

<211> 38 

<212> DNA 

<213> artifical 

<400> 4 

cggaattctg aaccgcctcc accacgtttg atttccag 38 



4 



WO 2005/007701 



PCT/CN2004/000842 



<210> 5 

<211> 32 

<212> DNA 

<213> artifical 

<400> 5 

cggaattcgc gcccgccttc tccgtcagtc cc 



<210> 6 

<211> 33 

<212> DNA 

<213> artifical 

<400> 6 

ccgctcgagt cagccgaagg tcagagccac gtg 
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